Supplemental methods
Human adenovirus-specific T cells modulate HIV-specific Tcell responses to an Ad5-vectored HIV-1 vaccine
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Intracellular Cytokine Staining
Cryopreserved PBMC samples were thawed and incubated overnight before stimulation as previously described (1). Briefly, PBMCs were stimulated by incubation with 10,000
Ad5 empty vector particles (vector not expressing HIV transgenes) per cell for 24 hours at 37°C in the presence of αCD28 and αCD49d antibodies (BD Biosciences). Brefeldin A (Sigma-Aldrich) was added after 6 hours of stimulation. Vector dilution buffer (GTS buffer: 20mM Tris HCl, 25mM NaCl, 2.5% glycerol, pH8·1) was used as negative control.
Intracellular cytokine staining (ICS) was performed using a previously-validated eightcolor protocol (2) or a cross-validated ten-color protocol as described (1). Ad5-specific responses were considered positive based on previously described criteria (2) . Subjects 
Ad5 and HIV peptide pool-specific immune responses
Cryopreserved PBMC samples were thawed and incubated overnight before stimulation as previously described (1). PBMCs were stimulated by incubation with 1 µg/ml of peptide pools in the presence of Brefeldin A and αCD28 and αCD49d antibodies for 6 hours at 37°C. Duplicate wells of PBMCs incubated in media with 0.5% DMSO were used as a negative control, while PBMCs stimulated with SEB or a CMV peptide pool (15-mer peptides overlapping by 11 amino acids spanning pp65) were used as positive controls. Cells were stained with the ten-color ICS protocol (described above).
Adenovirus Neutralizing Antibody Assays
Ad5 nAb titers were measured as previously described (3 
Supplemental Figure 2. Correlation of Ad5-specific T-cell responses measured by stimulation with empty vector and peptide pools.
Background-adjusted CD4 + (A) and CD8 + (B) Ad5-specific T-cell responses measured by stimulation with empty Ad5 vector (x-axis) or peptide pools (y-axis) are shown for 102
Step study participants. The magnitude of Ad5-specific T-cell responses detected using 
